-AbstractBackground: Oxidative stress is thought to be one of the causative factors contributing to macrovascular complications in diabetes. However, the mechanisms of development and progression of diabetic vascular complications are poorly understood. We hypothesized that PKC-δ isozyme contributes to ROS generation and determined their roles in the critical intermediary signaling events in high glucose-induced proliferation of vascular smooth muscle (VSM) cells. Methods: We treated primary cultured rat aortic smooth muscle cells for 72 hours with medium containing 5.5 mmol/L D-glucose (normal glucose), 30 mmol/L D-glucose (high glucose) or 5.5 mmol/L D-glucose plus 24.5 mmol/L mannitol (osmotic control). We then measured cell number, BrdU incorporation, cell cycle and superoxide production in VSM cells. Immunoblotting of PKC isozymes using phoshospecific antibodies was performed, and PKC activity was also measured. Results: High glucose increased VSM cell number and BrdU incorporation and displayed significantly greater percentages of S and G2/M phases than compared to 5.5 mmol/L glucose and osmotic control. The nitroblue tetrazolium (NBT) staining in high glucose-treated VSM cell was more prominent compared with normal glucose-treated VSM cell, which was significantly inhibited by DPI (10 μM), but not by inhibitors for other oxidases. High glucose also markedly increased activity of PKC-δ isozyme. When VSM cells were treated with rottlerin, a specific inhibitor of PKC-δ or transfected with PKC-δ siRNA, NBT staining and NAD(P)H oxidase activity were significantly attenuated in the high glucose-treated VSM cells. Furthermore, inhibition of PKC-δ markedly decreased VSM cell number by high glucose. Conclusion: These results suggest that high glucose-induced VSM cell proliferation is dependent upon activation of PKC-δ, which may responsible for elevated intracellular ROS production in VSM cells, and this is mediated by NAD(P)H oxidase. 
89.2 ± 2.4 71.2 ± 2.9 86.3 ± 1.9 54.0 ± 2.9 6.8 ± 1.2 11.8 ± 2.3 8.5 ± 1.3 32.4 ± 2.4 * 4.0 ± 1.7 8.0 ± 1.2 5.9 ± 2.1 14.6 ± 1.6 * Cells were grown in 25-mm 2 flasks and synchronized, and then the cell cycle was initiated by incubation with DMEM containing normal or high glucose for 72 h. The distribution of the cell cycle was examined as described in METHODS. Data are expressed as the percent distribution of cell cycle phases G0/G1, S, and G2/M in normal and high glucose. Similar results were obtained in three separate experiments. * P < 0.01 compared with normal glucose. (Table 1) . 참 고 문 헌 
Flow cytometry를

한편, Lee 등의 연구에서 혈관내피세포에서는 주로
NAD(P)H를
